Abstract -Hygienic behavior in honey bees can be tested by piercing the brood with a pin; however, there is concern that variability in the quantity of fluids that leaks from the pupae could influence test results. Colonies of Apis mellifera carnica were tested to evaluate this possibility. We made four repetitions of four treatments and one control in each of three colonies. The order of degree of hygienic behavior was: pin-killed capped worker brood with a drop of body fluid injected underneath the cell capping > pin-killed capped worker brood > undamaged capped brood with a drop of body fluid injected underneath the cell capping > control or a drop of pupal body fluid placed on the cell cappings. All of the differences were significant (Tukey test, P < 0.05) except the body fluid on the cell cap, which gave the same results as the control. The addition, inside worker brood cells, of pupal body fluid had a significant effect on honey bee hygienic behavior, both in normal brood and in pin-killed brood. &copy; Inra/DIB/AGIB/Elsevier, Paris Apis mellifera carnica / hygienic behavior / body fluid / pin-killing method
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INTRODUCTION
Honey bee workers (Apis mellifera L.) are able to recognize diseased, damaged or dead brood inside capped cells and remove them through hygienic or cleaning behavior [4, 5] . Gramacho and Gonçalves [2] , working with Africanized honey bees Apis mellifera scutellata, made a comparative study of the freeze-killed and pin-killed brood assays to test hygienic behavior of workers. They found no significant differences between the two methods. They considered the pin-killing method developed by Newton and Ostasiewski [3] more useful than the freeze-killing method because it is easier to use in the field and in the laboratory and less expensive to implement than the freezing method. Newton and Ostasiewski [3] had suggested the pin-killing assay as a means to test for honey bee colony resistance to American foulbrood (Paenibacillus larvae). However, Spivak and Downey [6] prefer the freeze-killing method, because they found that the pin-killed brood was quickly removed by virtually all colonies, and was therefore not a good discriminatory test. Taber and Gilliam [11] , Spivak and Gilliam [7] and Spivak and Downey [6] made important contributions and improvements to the methodology and field assays of hygienic behavior of honey bees. Spivak and Reuter [8] The objective of our study was to determine the effect of the body fluid of the pupa, which appears after piercing with a pin, on the hygienic behavior of worker bees. (3,5 x 
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